The PRKAG2 locus and the alignment of the γ2 transcript variants A: Alignment of the human and mouse exon 3b; from the start codon the coding sequence is boxed in gray. Nucleotide sequence homology is marked.
Amino acids, identical in both sequences are show in red above or below the corresponding codons. B: Alignment of the human γ2 proteins. The unique Nterminal segment of the γ2-3B is underlined.
Expression of γ2c in human and mouse tissues
The γ2c was cloned originally from a human hippocampus cDNA library and is also annotated in Ensembl. It has not yet been annotated in mouse Ensembl.
We have tested cDNAs from a human tissue panel and could not detect reasonable amount of γ2c in any tissue; even the brain sample did not yield a PCR product. Expression of γ2c might be restricted to the hippocampus.
However, we have found γ2c in mouse cDNA, but we only detected reasonable expression in brain (Fig. S2 ), therefore we have ruled out any cardiac specificity in mouse or in human. The protein would be 59 kDa, close to the mass of γ2-long (63 kDa). The γ2c protein does not contain nuclear localization signal (NLS) which is encoded by exon 1 as we have described it earlier [1]. The γ2-long antibody we have used in our immuno-histochemistry study would react with both γ2a and γ2c. GTTTCTTACTCCTTGGAGGCCAT (forward) and TGATGACATCAAGAAGTGGTGAA (reverse) from mouse cDNA.
Fig. S3 Expression of γ2-3B in mouse tissues and in human heart
Mouse tissues: B -brain; K -kidney; L -liver; Sk -skeletal muscle; Hheart and cardiac cDNA from a human cDNA panel.
Validating the γ2-3B antibody
We expressed γ2-3B in bacteria after cloning it into the pET-41a expression vector.
The coding sequence for the full-length protein were inserted at the start codon immediately after the ribosome-binding site and fused to the C-terminal His-tag.
Expression was induced in BL21pLysS cells with 0.4 mM IPTG. Samples were harvested before and after induction, and the cells lysed with SDS-PAGE loading buffer. Equal volumes of bacterial cultures were sampled before (0) or after induction (1, 3 h). Equal volumes of samples were loaded on SDS-PAGE for Western blot analysis. The molecular weight is the predicted 50 kDa (plus the Cterminal His-tag, approximately 1 kDa). The proteins appear to be stable, no degradation has been observed after 3 hours induction (Fig. S4 ).
Fig. S4
Expression of γ2-3B in bacteria -validation of the γ2-3B antibody, G2I
The size of the protein is 51 kDa with the C-terminal His-tag. 
Cell fractionation -Western blots and SDS-PAGE stained for proteins
! 4!
Transcription of γ2 variants in mouse embryonic heart
To compare the contribution of the different γ2 transcripts to the γ2 pool in mouse, we amplified fragments of each transcript variant with 5'-specific primers. Total γ2 transcription was estimated by amplifying a fragment from the nucleotide-binding region of γ2. As a reference, GAPDH was used. PCR reactions were carried out under the same conditions by using equal amount of cDNA; equal volumes of PCR reactions were loaded on 1.2 % agarose gel containing ethidium bromide (Fig. S2) . The γ2-long is the minority γ2 component in embryonic heart. The short form appears to be the major γ2 at 13.5 dpc; however, the increasingly expressed γ2-3B probably equals γ2-short by birth.
In adult mouse tissues the ratio of γ2-short and γ2-long varies (not shown). There is much more γ2-short in brain, cardiac and skeletal muscle than in kidney for example and γ2-short is hardly detectable in liver as shown in Fig. 1 . 
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